Heat shock proteins (HSPs) are molecular chaperones known to Background: bind and sequester client proteins under stress.
Introduction
Most newly synthesized proteins require the interplay of evolutionarily conserved protein co-factors known as molecular chaperones, activated in response to heat stress or other chemical stressors that impair cellular activity. Organisms respond to environmental stress through reprogramming leading to the production of heat shock proteins (HSPs) (Hartl & Hayer-Hartl, 2002) . Effects of HSP production include maintaining cellular protein homeostasis and guiding against cellular dysfunction, increased responsiveness to stress insults, microfilament stabilization, etc. (Kregel, 2002) . In addition, HSP70s and HSP40s synergistically suppress the formation of toxic proteins that drive neurodegeneration (Meriin et al., 2002) .
HSPs are classified into six main families (small HSPs, HSP40, HSP60, HSP70, HSP90 and HSP110), based on molecular mass (Johnson et al., 2003; Kappe et al., 2002) . In addition, individual families also have subfamily differentiations, all contributing to specific functions in eukaryotes (Cheetham & Caplan, 1998) . HSP40 family is grouped into three subtypes, based on the extent of domain conservation when compared to the Escherichia coli gene dnaJ (Cheetham & Caplan, 1998) . HSP70s are highly conserved across many phyla, with distinctive N-and C-terminal domains interacting in an allosteric fashion (Craig et al., 2006) . HSP90 genes (inducible HSP-α, and constitutive HSP-β) (Csermely et al., 1998; Hoffman & Hovemann, 1988) , although located in the nucleus, express their protein function in the cytosol, endoplasmic reticulum, chloroplast and mitochondria (Emelyanov, 2002; Krishna & Gloor, 2001; Stechmann & Cavalier-Smith, 2004 ). The first step towards a better understanding of bovine HSPs require knowledge of the actual number of HSP genes in cattle. In this study, we identified the number, chromosomal locations and the physico-chemical properties of 67 HSP genes in the bovine genome. Evolutionarily conserved and class specific residues were inferred using evolutionary trace (ET) analysis and sequence identity dendrograms were constructed using human, mouse and cattle HSP sequences to infer functional similarity among these three species. Our results contribute to the biology of HSPs in cattle, possible application in animal breeding and further clarifies intercontinental bovine adaptation mechanisms.
Methods

Identification of HSPs in cattle
We identified all putative heat shock protein genes at the genome-wide level in cattle using published human and mouse sequences as queries. Due to the variation in HSP gene family sequences, we used three representative HSP sequences from each subfamily (sHSP, HSP40, HSP70 and HSP90) to search the Pfam (Protein family) database, for identifying exact HSP domain sequences based on the hidden Markov model (HMM) (Finn et al., 2010) . The 12 query sequences are as follows: human sHSPs; NP_001531.1, NP_1499971.1 and mouse Hsp; NP_034094.1; human HSP40; NP_001530.1, NP699161.1 and mouse HSP40: NP033610.1; human HSP70 NP_005336, NP_ 002146.2 and mouse Hsp70 NP_084477.1; human HSP90; NP_001017963 and NP_003290.1 and mouse NP_032328.2. Pfam domain PF00011.16 (Hsp20 domain), PF00226.26 (DNA J domain), PF00012.15 (Hsp70 domain) and PF00183.13 (Hsp90 domain) were used to carry out a protein-protein BLAST search (p value = 0.001) of the non-redundant protein sequences in Bos taurus using the BLOSUM62 matrix, with an expected threshold of 10, a word size of 6, a gap cost of 11 with an extension 1, and with a conditional compositional score matrix adjustment. We acquired the starting chromosomal locations of candidate HSP genes searching through TBLASTN (p value = 0.001) in the non-redundant protein sequences for Bos taurus using the BLOSUM62 matrix, with an expected threshold of 10, a word size of 6, a gap cost of 11 with an extension 1, and with a conditional compositional score matrix adjustment and filtering the low complexity regions. BLAT searches of the UCSC database were used to confirm the chromosomal locations of the HSP sequences. Redundant sequences similarly located chromosomally were rejected. Candidate sequences fitting our criteria were analyzed in the Pfam database and detected using the SMART program (version 6), as described (Letunic et al., 2009 ).
Characterization of physico-chemical properties
We utilized the ProtParam tool (Swiss Institute of Bioinformatics) to compute potential physico-chemical parameters detectable from a protein sequence (molecular weight, theoretical isoelectric point (pI), amino acid composition, estimated half-life, aliphatic index, grand average of hydropathicity (GRAVY)) etc., as described (Gasteiger et al., 2003) . All HSP sequences were submitted to this tool for physico-chemical characterization.
Multiple sequence alignment
Multiple alignments of HSP protein sequences from human, mouse and cattle were performed using ClustalW (version 2). Conserved regions in the alignment were shaded black and less conserved regions were shaded gray (Gasteiger et al., 2003) .
Evolutionary trace analysis
To extract evolutionarily functional residues of a homologous protein family, we utilized the evolutionary trace (ET) method, as previously described. Multiple sequence alignment obtained from ClustalW for sHSP, HSP40 (type I and II), HSP70 and HSP90 were submitted to ET analysis Web server (Lichtarge et al., 1996) , using input Protein Data Bank (PDB) files 2WJ7 (human alphaB crystallin), 1HDJ (NMR solution structure of the HDJ-1-J-domain), 1YUW (Crystal structure of bovine hsc70 (aa1-554) E213A/D214A mutants, 3Q6N (hexameric structures of Human HSP90) obtained from PDB as trace-to-structure mapping for sHSP, HSP40, HSP70 and HSP90, respectively.
Results
Our exhaustive search for HSP genes in the bovine genome using human and mouse sequences as queries resulted in the identification of 10 genes belonging to small HSPs (Table 1) , 43 genes belonging to HSP40 gene family (Table 2) , 10 genes belonging to the HSP70 gene family (Table 3 ) and 4 genes sharing the HSP90 family (Table 4) . We classified a gene as belonging to sHSP gene family if it contains one or more intact alpha-crystallin domain. In addition to the list of sHSP genes (Table 1) , outer dense fiber protein 1 (ODF1) was identified in the genome-wide search due to the presence of an intact alphacrystallin domain, as confirmed by Pfam and SMART tools. sHSPs were scattered across the chromosomes, with two genes (HSPB2 and CRYAB), found on chromosome 15 observed to be approximately 5 kb apart, possibly indicative of a tandem duplication.
The 43 genes belonging to the HSP40 gene family were subclassified depending on domain conservation into types I, II and III. A total of four HSP40 genes (DNAJA1, DNAJA2, DNAJA3 and DNAJA4) ( Table 2 ) possessed the characteristic four canonical domains: J, Glycine-phenylalanine(G/F)-rich region, 2 zinc-finger like motifs, and the carboxyl-terminal (CTD), first observed in E coli. In total, 12 HSP40 genes were observed to belong to HSP40 type II (lack zinc-finger-like motifs), and 27 HSP40 genes were assigned to HSP40 type III due to the presence of a single J domain. Although 22 out of 29 chromosomes contained the hsp40 gene family, with the highest number of HSP40 genes found on chromosome 12 (Table 2) , no HSP40 gene was found on chromosomes 14, 17, 20, 23, 26 and 27.
A total of 10 HSP70 genes along with their chromosomal positions are presented in Table 3 . HSP 70-1a, hsp70-1b and hsp70-1L were mapped to chromosome 23 with less than 1 kb between these genes. However, HSP 70-1a and hsp70-1b were mapped to the same region due to high sequence identity (99%) between these two genes. Similarly, four HSP90 genes in cattle were assigned to hsp90 gene family; and HSP90AA1, HSP90AB1, HSP90B1 and TRAP1 were mapped to chromosome 21, 23, 5 and 25, respectively (Table 4) . Jointly considering the chromosomal locations of all the HSP genes in this study, chromosomes 24, 26 and 27 completely lack HSP genes in the bovine genome.
Physico-chemical characterization of bovine HSP sequences
The physico-chemical parameters indicated that in sHSPs, pI ranged from 5.07 to 8.40, with most members of the sHSP being acidic except for HSPB9 and ODF-1 which are basic in nature (Table 1) . pI for HSP40 proteins in the gene family ranged from 4.61 in DNAJC24 to 10.65 in DNAJC4, with others nestled between these two extremes (Table 2) . However, when jointly considered, 20 HSP40 proteins were acidic while 23 were basic. In the HSP70 family, all members were acidic in nature, with values ranging from 5.07 (HSPA5) to 5.97 (HSPA9) ( Table 3) . Similar results were obtained for members of HSP90 family, with HSP90B1 having the lowest pI (4.76) while TRAP1 has the highest value (6.66) ( Table 4) .
Results obtained for the instability index revealed that all sHSP and HSP90 family members were unstable (II>40), with majority of the HSP40 and HSP70 families very stable (II<40). Comparatively, values obtained for aliphatic index were high among sHSP, HSP40, HSP70 and HSP90 families, with higher values more pronounced in the HSP70 and HSP90 families. Similarly, results obtained from GRAVY showed sHSPs, HSP40, HSP70 and HSP90 proteins with negative values, except for DNAJC22 (Table 2) , which was observed to be positive.
Multiple sequence alignment of bovine HSP sequences Alignment results for sHSP gene family in cattle showed that the alpha crystallin domain is much more highly conserved than the N-and C-terminal regions. Multiple sequence alignment identified phenylalanine (F), proline (P), glycine (G), leucine (L), glycine (G) and L to be evolutionarily conserved (Figure 1 ). Interestingly, all these residues were found to reside in the alpha crystallin domain, which may indicate their functional importance. Type 1 and II HSP40 gene family protein sequences and the NMR solution structure of human HSP40 (1hdj), containing only the J domain, were aligned. Amino residues tyrosine (Y), L (present in helix 1); lysine (K), alanine (A), A (present in helix 2); H, P (present in the HPD loop); F, A, Y, L (present in helix 3); serine (S), arginine (R), aspartic acid (D) (present in helix 4), and G were observed to be evolutionarily conserved among type I and II members; more importantly was the fact that all these conserved residues were localized in the J domain of Hsp40 genes. The sequence motif CxxCxGxG, a characteristic of the zinc finger domain was only observed in the HSP40 type 1 gene family (Figure 2 ).
Evolutionary trace analysis and sequence identity dendrogram among human, mouse and cattle sequences To examine the structural context of the invariant residues in sHSP gene family, the human alpha B crystallin (2WJ7) was used as our reference structure. sHSP sequences of human, mouse and cattle utilized for evolutionary trace analysis were partitioned into four groups. Multiple sequence alignment of the consensus sequences obtained from conserved residues in each group resulted in a trace, which identified three evolutionarily functional residues (F, P, P) and five residues which appeared to be class-specific (Figure 3 ). Amino acid residues isoleucine (I) and valine (V), were class-specific to group 1 (ODF1) and group IV (HSPB9), respectively, while F was specific to groups 2 and 3. In addition, while the second, third and fourth-class specific . Conserved residues were colored red while class specific residues were colored green. A class specific residue was observed in the N terminal domain conferring group specificity to chaperoning functions (indicated by an arrow). Amino acid residues with triangle and star in the figure above have been identified elsewhere (Laksanalamai & Robb, 2004) . The presence of an extra 21 amino acid residues in ODF1 gene which is lacking in other sHSP members is highlighted in magenta coloration. The sign "….." represents the presence of invariant residue in each group while the sign "----" represents the absence of a residue at that position.
residues Y, S and V were observed in group 1, residues L and G were observed to be peculiar to groups 2, 3 and 4 respectively. Interestingly, most of these evolutionarily conserved and class-specific residues were found in the alpha-crystallin domain, apart from a class-specific residue found in the N-terminal region (indicated by an arrow in Figure 3 ).
Sequence identity dendrogram of sHSPs suggests a monophyletic arrangement with ODF1 diverging first from other members of sHSPs, while HSPB2, CRYAA, CRYAB and HSPB6 appeared to have recently diverged, with CRYAA and CRYAB branching from the same node (Figure 4 ). In the HSP40 gene family, multiple alignment of consensus sequences were partitioned into seven groups using PDB files 1HDJ and 3AGX as reference structures; this resulted in a trace that identified residues tyrosine (Y), L, A, A, histidine (H), P, F, A, Y, L, R, aspartic acid (D) and G, as evolutionarily conserved residues with some class-specific residues nestled within the J domain ( Figure 5 ). Sequence identity dendrogram suggest a monophyletic pattern with DNAJB14 diverging first followed by DNAJA3 ( Figure 6 ). While using reference structures (2QW9, 1YUW) for HSP70 genes and (3Q6N, 4AWO) for HSP90 genes, evolutionary trace analysis predicted a large number of amino acid residues to be evolutionarily conserved (data not shown). Sequence identity dendrogram assumed a monophyletic pattern with HSPA4 and MT1 diverging first from other members of HSP70 and HSP90 gene families, respectively (Figure 7, Figure 8 ). . Every member of HSP40 gene family were partitioned into seven different groups based on the degree of conservation. All groups consisted of human, mouse and cattle sequences. Group 1 consists of DNAJB2, DNAJB3, DNAJB6, DNAJB7 and DNAJB8. Group 2 consist of only DNAJB9; Group 3 consists of DNAJA1, DNAJA2, and DNAJA4; Group 4 consists of DNAJB11; Group 5 consists of DNAJB1, DNAJB 4, DNAJB 5 and DNAJB 13; Group 6 consist only DNAJA3 while Group 7 consist of DNAJB12 and DNAJB14. Conserved residues were colored red and they were all localized in the J domain while class specific residues were denoted by the sign "X". The symbol "…." Represents the presence of invariant residue in each group while the symbol "----" represents the absence of a residue at that position. 
Discussion
The highly-conserved heat stress genes are instrumental to maintaining protein homeostasis and coordinating cellular stress responses (Keller et al., 2008) . Our analysis revealed a total of 67 genes (10 sHSP, 43 HSP40, 10 HSP70 and 4 HSP90), which were believed to have occurred because of gene duplication, an event characteristic of many gene families. sHSPs are functionally known to confer protection to a variety of cellular stressors (Latchman, 2002) and notably involved in cytoskeletal rearrangements (Quinlan, 2002) and apoptosis (Arrigo et al., 2002) . A search of all bovine genes that code for alpha crystallin-related sHSPs identified 10 sHSP-like proteins in the cattle genome, with the identification of a previously unidentified ODF1, which was newly observed to be present in cattle, but reported in humans (Kappe et al., 2003) and could possibly be present in other species. In this study, the distribution of sHSP genes in bovines was observed to be dispersed over nine chromosomes (Table 1) and similar results have been reported in humans (Kappe et al., 2003) suggesting the conservation of sHSP genes in the two species' common ancestor.
Computational analysis assessing the physico-chemical properties of proteins in the gene families is crucial to understanding the functions of the protein encoded by genes in vitro. In this study, the pI was observed to be acidic for most of the cattle sHSPs except for HSPB9 and ODF1, which were basic. These observations might be indicative of functional differences of HSPB9 and ODF1 compared to other members as similar finding might suggest possibly different roles (Korber et al., 2000) . In any case, the in vivo functional assessment of these sHSPs in cattle is necessary before making valid conclusions.
In the sHSP gene family, the aliphatic index was high (> 65), implying that cattle sHSP genes possess thermal stability, a feature consistent with its protective function in preventing cellular damage during heat stress (Collier et al., 2006) . Among sHSP genes, GRAVY results suggested that proteins encoded by these genes are hydrophilic, which may enhance its functional ability to oligomerize and its subsequent binding abilities to different proteins (Lanneau et al., 2008; Roy et al., 2011) .
Multiple sequence alignment (MSA) of homologous sequences offers a wealth of information by identifying conserved residues crucial to the function or structure of related proteins (Capra & Singh, 2007) . Evolutionary trace analysis not only helps in identification of evolutionarily conserved residues but also putatively identify functionally important internal and external residues, potentially contributing to cell integrity and enzymatic activity respectively (Lichtarge et al., 1996) . Among cattle sHSP genes, MSA identified most of the evolutionarily conserved residues in the alpha crystallin domain while the amino terminal and carboxylic terminal sequences were deficient of invariant residues. Conservation of the structural architecture of sHSPs in several species has been demonstrated (Caspers et al., 1995; Kim et al., 1998 ), with Haslbeck et al. (2005 reporting that the N and C termini, though variable in sequence and length, are essential in preventing the misfolding of proteins, this observation neatly validated by our findings.
ET analysis was also utilized in the identification of invariant and class-specific residues and results obtained suggested that a single class-specific residue was observed in the N-terminal region, while four were observed in the alpha crystallin domain when homologous sequences of human, mouse and cattle were included in the ET analysis ( Figure 6 ). In the alpha crystallin domain, and as revealed by ET results, the exclusion of the distant member ODF1 gene identified LxxxGxL as one of the conserved motifs shared among human, mouse and cattle sHSP sequences, while residues YxxxSxV are class-specific of the ODF1 gene. In addition, downstream of the YxxxSxV motif was the presence of approximately 21 residues present only in the ODF1 gene and this might suggest a structural and functional differences between the ODF1 gene and other sHSPs in cattle. Interestingly, the sequence identity dendrogram also observed the separation of the ODF1 gene prior to the divergence of other members of sHSP, thus further strengthening our previous hypothesis of a possible existence of functional and structural differences between ODF1 and other members of the sHSP family. In a related study, several authors reported AxxxxGxL as the most conserved motif in the alpha crystallin domain (Caspers et al., 1995; Narberhaus, 2002) ; however, in the MSA of cattle sHSP sequences, it appears that the AxxxxGxL motif has been replaced with LxxxGxL motif. One plausible reason could be that the A residue in cattle may not be essential to cattle sHSPs chaperoning or substrate recognition functions. The two-residue region (LP) observed in extremophiles (Laksanalamai & Robb, 2004) were also identified in our study upstream the LxxGxL motif, although residue P was identified to be much more highly conserved than residue L (Figure 6 ). That said, the in vivo roles of these residues remain to be verified, and one useful approach is to carry out an in-vivo site-directed mutagenic study.
The HSP40 gene family is a large family that is structurally classified into 3 subtypes (Cheetham & Caplan, 1998) and functionally characterized based on their role as co-chaperones in binding and regulating the activity of HSP70s (Jiang et al., 1997) . A total of 43 putative HSP40 members were identified in this study and they were scattered across the genome although 41 J-domain containing proteins were reported in humans (Qiu et al., 2006) . The large number of genes identified in the HSP40 family could be adduced to its functional mediatory role in stabilizing the interaction between HSP70 and a myriads of substrates (Muchowski & Wacker, 2005) in different cellular components to meet cellular goals. GRAVY results of HSP40 suggest hydrophilic tendencies, except for DNAJC22, which appears to be hydrophobic. In addition, while some members appear to be acidic based on their pI values, others possess basic properties thus, suggesting functional differences that could be useful in wet lab experiments.
DNAJ/HSP40 family members contain the J domain, facilitating binding to HSP70s, although other domains have been identified that are critical to their functions (Kota et al., 2009) . MSA results identified evolutionarily conserved residues that are plausibly significant to the overall activity of the J domains or the preservation of its structural integrity. The identification of evolutionarily conserved residues only in the J domain could be consistent with the conservative nature of the J domain in comparison to other domains. The sequence alignment of the HSP40 type I and II homologs in cattle predicted the presence of cysteine repeats which was observed only in DNAJA1, DNAJA2, DNAJA3 and DNAJA4 (HSP40 type I) sequences. This finding as observed in humans, were consistent with the hypothesis that structurally, the presence of the cysteine repeats in HSP40 type I clearly distinguishes it from HSP40 type II and type III (Shi et al., 2005) . The HPD motif present between helix 2 and 3 is reported to mediate the interaction between HSP40 and HSP70 due to the high degree of conservation (Greene et al., 1998) .
In DNAJB13, the cysteine repeats was observed to have been replaced with the HPL motif and this tri-peptide motif was observed to be present in human, mouse and cattle DNAJB13, suggesting that this mutation has occurred before the divergence of these three species. Given the reported functional loss of DNAJ due to H33Q mutation (Cajo et al., 2006) and SEC63P due to P156N and D157A mutation (Feldheim et al., 1992) , it is unclear whether the motif change from HPD to HPL in DNAJB13 would still enable this gene to perform its HSP70 ATPase activity. That said, the extragenic suppressor analysis of a DNAJ D35N mutant of the HPD motif was reported to cause defective growth and this anomaly was alleviated by the spontaneous mutations of DNAK (hsp70 in E. coli) at R167 (Suh et al., 1998) .
ET analysis involving HSP type I and II genes in humans, mice and cattle identified some evolutionarily conserved residues which are consistent with our observations during multiple sequence alignment. Although some class-specific residues were observed, all the invariant residues found in the J domain among orthologous sequences could be suggestive of their functional importance to regulate HSP70 ATPase activity or to ensure protein stability in vivo, including tethering DNAK (a member of HSP70) to DNAJ (HSP40)-bound substrates (Greene et al., 1998 ). An interesting observation was in the sequence identity dendrogram involving humans, mice and cattle putative HSP40 A total of 10 members of HSP70 were observed in cattle with the invariant residues mostly found in the nucleotide binding domain where HSP70 interacts with HSP40 J domains. Interestingly, isoelectric point (pI) for all the HSP70 protein sequences were all predicted to be acidic with very little variation between the isoelectric point values of HSP70 protein sequences. This could possibly suggest a functional similarity among the cattle HSP70, further confirmed by reports of conserved functional properties of HSP70 protein across species (Angelidis et al., 1996; Li et al., 1991) . All bovine HSP70 protein sequences appear to be hydrophilic based on the GRAVY and the high values predicted in aliphatic index was suggestive of its thermal stability which is consistent with its chaperoning role in achieving HSP70-mediated protection against stresses that causes protein denaturation (Bukau et al., 2006) . In the sequence identity dendogram, it was observed that HSPA4 diverged first, followed by HSPA14, while the instability index was predicted to be unstable (II>40) for HSPA4 (45.24) and HSPA14 (44.95), presumably an indication of functional similarities between HSPA4 and HSPA14; that said, one cannot rule out the fact that one needs to conduct more experiments in order to gain mechanistic insights before valid inferences can be made.
HSP90 is an abundant and highly conserved molecule, whose constitutive forms (HSP90AA1, HSP90AB1, HSP90B1 and the mitochondrial TRAP1) possesses acidic properties. High values were also recorded in the aliphatic index, with the highest value occurring in TRAP1, indicative of high thermal stability when compared to the constitutive forms. Similarly, the stability of HSP90 in vitro, as predicted by the instability index and hydrophilic properties inferred from GRAVY results, are useful information that could be utilized in wet lab experiments. The high level of sequence conservation revealed in MSA and ET analysis both in the N-and C-terminal regions suggests these two regions play a crucial role in HSP90 chaperone functions. The sequence identity dendrogram revealed that TRAP1 diverged first, while the constitutive forms of HSP90 were grouped together in a single clade. This result might be consistent with the fact that TRAP1 primarily functions in the mitochondria while the other members, which makes up the constitutive forms, function in the cytosol.
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